. Sucrose cushion centrifugations were performed on prion-infected brain homogenate digested with proteinase K (PK); the samples were incubated without PTA (a) or with PTA (b). The procedure is analogous to that described in the Methods with the addition of a PK digestion and subsequent inhibition step prior to incubation without or with PTA. In brief, a 3-mL aliquot of FVB-RML brain homogenate (20% w/v with 2% sarkosyl) was treated with 30 µL of PK solution (2 mg/mL) and incubated for 1 h at 37 °C with shaking. The digestion was then stopped by addition of 31 µL of protease inhibitor solution (0.1 M phenylmethylsulfonyl fluoride) and incubation at 37 °C for 1 h with shaking. Then, two 1.2-mL aliquots were treated with either 300 µL of PBS solution (control) or 10% (w/v) PTA solution and incubated at 37 °C for 24 h with shaking before being loaded onto a three-step sucrose cushion as described in the Methods section. Western blot lanes are labeled according to fractions of increasing density as in Figure 2a ; however, the PK digestion step increases the sample volume, thereby creating an . NaCl). This sample was split into two equal aliquots; one was left undigested and the other was digested with PK as described for Figure S1 . These samples were incubated at 37 °C for 24 h with shaking before being loaded onto a three-step sucrose cushion. (a) Undigested samples treated with NaCl resulted in more PrP Sc penetrating the 80% sucrose layer (lanes L-P). However, 200 mM NaCl did not result in substantial precipitation of PrP Sc , suggesting that a high ionic strength alone is not sufficient for PrP Sc precipitation and that the efficacy of PTA is likely due to other factors, such as the density, charge, and structure of the complex. (b) With PK digestion and NaCl treatment, the majority of PrP 27-30 remained in the low-density sucrose layers, above the 50-80% sucrose interface (lanes I-K), while the GM1 also remained in the lowest-density fractions (primarily A and B). Some GM1 was found to colocalize with a dense subset of PrP 27-30 in fraction P, suggesting that NaCl is not particularly effective at removing lipids from PrP 27-30 as compared to PTA. Molecular weight markers of migrated protein standards are shown in kilodaltons (kDa). All NMR spectra were acquired on a Bruker Avance III NMR spectrometer equipped with a BBO broadband probe operating at 600. 
